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Description
BACKGROUND OF THE INVENTION
1. Field of the Invention

[0001] The presentinventionrelates to a microorganism belonging to the genus Corynebacterium producing 5’-inosinic
acid, in which the expression of genes encoding purine biosynthesis related enzymes is increased higher than the
intrinsic expression, and a method for producing 5’-inosinic acid, comprising culturing the microorganism of the genus
Corynebacterium with improved 5-inosinic acid productivity.

2. Description of the Related Art

[0002] One of the nucleotide compounds, 5’-inosinic acid is an intermediate material of the metabolic system of
nucleotide biosynthesis, which is used in a variety of fields such as foods, medicines, and other various medical areas
and functions to play an important role in animal and plant physiology. In particular, 5-inosinic acid is a nucleotide
seasoning, which has drawn much attention as a savory seasoning, because it has synergistic effects when used with
monosodium glutamate (MSG).

[0003] So far well known processes for producing 5’-inosinic acid include a process of enzymatically decomposing
ribonucleic acid extracted from yeast cells (Japanese Published Examined Patent Application No. 1614/1957, efc), a
process of chemically phosphorylating inosine produced by fermentation (Agric. Biol. Chem., 36, 1511(1972), etc) and
a process of culturing a microorganism capable of producing 5’-inosinic acid and recovering inosine monophosphate
(IMP) accumulated in the medium. Currently, the processes of producing 5’-inosinic acid using microorganisms are
mostly used. The strains of the genus Corynebacterium are widely used as a microorganism for the production of 5'-
inosinic acid, and for example, a method for producing 5’-inosinic acid by culturing Corynebacterium ammoniagenes is
disclosed (Korean Patent Publication No. 2003-0042972).

[0004] Toimprove aproduction yield of 5’-inosinic acid by a microorganism, studies have been made to develop strains
by increasing or decreasing activity or expression of the enzymes involved in the biosynthetic or degradative pathway
of 5’-inosinic acid. Korean Patent No. 785248 discloses a microorganism in which a purC gene encoding phosphoribo-
sylaminoimidazole succinocarboxamide synthetase is overexpressed in the purine biosynthetic pathway and a method
for producing 5’-inosinic acid using the same. In addition, Korean Patent No. 857379 discloses a Corynebacterium
ammoniagenes strain in which the purKE - encoded phosphoribosylaminoimidazole carboxylase is overexpressed and
a method for producing high concentration of IMP in a high yield using the same.

[0005] However, there is still a need to develop a strain capable of producing 5’-inosinic acid in a higher yield and a
method for producing 5’-inosinic acid using the same.

[0006] Therefore, the present inventors have conducted studies to develop a strain capable of producing 5’-inosinic
acid with high productivity. As a result, they found that the productivity of 5’-inosinic acid can be improved by simulta-
neously increasing activities of the major enzymes involved in the purine biosynthesis pathway higher than the intrinsic
activity, thereby completing the present invention.

SUMMARY OF THE INVENTION

[0007] An object of the presentinvention is to provide a microorganism of the genus Corynebacterium having improved
5’-inosinic acid productivity.

[0008] Another object of the present invention is to provide a method for producing 5’-inosinic acid using the microor-
ganism of the genus Corynebacterium having improved 5'-inosinic acid productivity.

BRIEF DESCRIPTION OF THE DRAWINGS
[0009]

FIG. 1 shows a pDZ vector for chromosomal insertion into the microorganism of the genus Corynebacterium;

FIG. 2 shows a pDZ-2purFM vector for chromosomal insertion into the microorganism of the genus Corynebacterium;
FIG. 3 shows a pDZ-2purNH vector for chromosomal insertion into the microorganism of the genus Corynebacterium;
FIG. 4 shows a pDZ-2purSL vector for chromosomal insertion into the microorganism of the genus Corynebacterium;
FIG. 5 shows a pDZ-2purKE vector for chromosomal insertion into the microorganism of the genus Corynebacterium;
FIG. 6 shows a pDZ-2purC vector for chromosomal insertion into the microorganism of the genus Corynebacterium;
and
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FIG. 7 shows a pDZ-2prs vector for chromosomal insertion into the microorganism of the genus Corynebacterium.
DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENTS

[0010] In order to achieve the above objects, the present invention provides a microorganism belonging to the genus
Corynebacterium producing 5’-inosinic acid, in which the expression of genes encoding purine biosynthesis related
enzymes is increased higher than the intrinsic expression.

[0011] The microorganism of the genus Corynebacterium of the present invention has more improved 5-inosinic acid
productivity than a parental strain, because the expression of genes encoding purine biosynthesis related enzymes is
increased higher than the intrinsic expression.

[0012] As used herein, the term "purine biosynthesis related enzyme" means an enzyme that catalyzes the reaction
involved in the purine biosynthesis pathway producing a purine base as a final product, and includes phosphoribosylpy-
rophosphate amidotransferase, phosphoribosylglycinamide formyltransferase, phosphoribosylformylglycinamidin syn-
thetase, phosphoribosylformylglycinamidin synthetase Il, phosphoribosylaminoimidazole synthetase, phosphoribo-
sylaminoimidazole carboxylase, phosphoribosyl aminoimidazole succinocarboxamide synthetase, inosinic acid cyclohy-
drolase, ribosephosphate pyrophosphokinase or the like.

[0013] Inaspecificembodimentofthe presentinvention, the purine biosynthesis related enzymes may be a combination
of one or more enzymes selected from the group consisting of phosphoribosylpyrophosphate amidotransferase, phos-
phoribosylglycinamide formyltransferase, phosphoribosylformylglycinamidin synthetase, phosphoribosylformylglycina-
midin synthetase I, phosphoribosylaminoimidazole synthetase, phosphoribosylaminoimidazole carboxylase, phosphori-
bosyl aminoimidazole succinocarboxamide synthetase and inosinic acid cyclohydrolase, and ribosephosphate pyro-
phosphokinase.

[0014] In a specific embodiment of the present invention, the gene encoding purine biosynthesis related enzymes, of
which expression is increased higher than the intrinsic expression, are a combination of a purN gene of SEQ ID NO.
36, which codes for phosphoribosylglycinamide formyltransferase, a purS gene of SEQ ID NO. 37, which codes for
phosphoribosylformylglycinamidin synthetase, a purL gene of SEQ ID NO. 38, which codes for phosphoribosylformylg-
lycinamidin synthetase Il, a purKE gene of SEQ ID NO. 40, which codes for phosphoribosylaminoimidazole carboxylase,
a purC of SEQ ID NO. 41, which codes for phosphoribosyl aminoimidazole succinocarboxamide synthetase, a purH
gene of SEQ ID NO. 42, which codes for inosinic acid cyclohydrolase, and a prs gene of SEQ ID NO. 43, which codes
for ribosephosphate pyrophosphokinase.

[0015] In a specific embodiment of the present invention, the gene encoding purine biosynthesis related enzymes, of
which expression is increased higher than the intrinsic expression, are a combination of a purF gene of SEQ ID NO. 35,
which codes for phosphoribosylpyrophosphate amidotransferase, a purN gene of SEQ ID NO. 36, which codes for
phosphoribosylglycinamide formyltransferase, a purS gene of SEQ ID NO. 37, which codes for phosphoribosylformylg-
lycinamidin synthetase, a purL gene of SEQ ID NO. 38, which codes for phosphoribosylformylglycinamidin synthetase
I, a purM gene of SEQ ID NO. 39, which codes for phosphoribosylaminoimidazole synthetase, a purKE gene of SEQ
ID NO. 40, which codes for phosphoribosylaminoimidazole carboxylase, a purC of SEQ ID NO. 41, which codes for
phosphoribosyl aminoimidazole succinocarboxamide synthetase, a purH gene of SEQ ID NO. 42, which codes for
inosinic acid cyclohydrolase, and a prs gene of SEQ ID NO. 43, which codes for ribosephosphate pyrophosphokinase.
[0016] As used herein, the term "increased higher than the intrinsic expression" means that the gene expression level
is higher than that in naturally expressed in a microorganism or higher than that expressed in a parental strain, and
includes an increase in the number (copy number) of the genes encoding corresponding enzyme and the expression
level increased thereby or an increase in the expression level by mutation or an increase in the expression level by both
of them.

[0017] In a specific embodiment of the present invention, the increase in the expression level of the gene encoding
purine biosynthesis related enzyme includes the increase in the copy number of the gene by additionally introducing the
corresponding foreign gene into a strain or by amplifying the intrinsic gene, or the increase in transcription efficiency or
translation efficiency by mutation in the transcription or translation regulatory sequence, but is not limited thereto. The
amplification of the intrinsic gene may be easily performed by a method known in the art, for example, by cultivation
under a suitable selection pressure.

[0018] In a specific embodiment of the present invention, the expression level of the gene encoding purine biosynthesis
related enzyme may be increased by additionally introducing the gene encoding purine biosynthesis related enzyme
into a cell or by amplifying the intrinsic gene encoding the purine biosynthesis related enzyme.

[0019] In a specific embodiment of the present invention, the gene encoding purine biosynthesis related enzyme, of
which the expression level is increased higher than the intrinsic expression, may exist as two or more copies in the
microorganism of the genus Corynebacterium having improved 5’-inosinic acid productivity by introducing one or more
copies into a cell, in addition to the corresponding intrinsic gene.

[0020] In a specific embodiment of the present invention, the gene encoding purine biosynthesis related enzyme is
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introduced into the microorganism of the genus Corynebacterium having improved 5’-inosinic acid productivity by trans-
formation using a recombinant vector containing two copies of the corresponding gene that are consecutively arranged.
[0021] In a specific embodiment of the present invention, the recombinant vector used for preparation of the microor-
ganism of the genus Corynebacterium having improved 5'-inosinic acid productivity may be selected from the group
consisting of pDZ-2purFM, pDZ-2purNH, pDZ-2purSL, pDZ-2purKE, pDZ-2purC, and pDZ-2prs recombinant vectors,
which have the cleavage maps of FIGs. 2 to 7 respectively, depending on the genes introduced.

[0022] In a specific embodiment of the present invention, the microorganism of the genus Corynebacterium having
improved 5’-inosinic acid productivity may be derived from Corynebacterium microorganisms capable of producing 5'-
inosinic acid. For example, the microorganism of the genus Corynebacterium havingimproved 5'-inosinic acid productivity
according to the present invention may be derived from Corynebacterium ammoniagenes ATCC6872, Corynebacterium
thermoaminogenes FERM BP-1539, Corynebacterium glutamicum ATCC13032, Brevibacterium flavum ATCC14067,
Brevibacterium lactofermentum ATCC13869, and strains prepared therefrom.

[0023] In a specific embodiment of the present invention, the microorganism of the genus Corynebacterium having
improved 5-inosinic acid productivity may include two or more copies of the gene encoding purine biosynthesis related
enzyme.

[0024] In a specific embodiment of the present invention, the microorganism of the genus Corynebacterium having
improved 5’-inosinic acid productivity may be Corynebacterium ammoniagenes, and more preferably a transformed
Corynebacterium ammoniagenes, in which the activity of a combination of the prs gene and one or more genes selected
from the group consisting of purF, purN, purS, purL, purM, purKE, purC, and purH is increased to produce high concen-
tration of 5’-inosinic acid.

[0025] In a specific embodiment of the present invention, the microorganism of the genus Corynebacterium having
improved 5’-inosinic acid productivity may be a strain, in which the 5’-inosinic acid-producing Corynebacterium ammo-
niagenes CJIP2401 (KCCM-10610) strain is introduced with each of the pDZ-2purFM, pDZ-2purNH, pDZ-2purSL, pDZ-
2purKE, pDZ-2purC, and pDZ-2prs recombinant vectors having the cleavage maps of FIGs. 2, 3, 4, 5, 6, and 7 in order
or in combination, and one of two copies of the introduced purF, purN, purS, purl, purM, purKE, purC, purH and prs
genes are substituted for the corresponding intrinsic genes by homologous recombination, and thus each two copies of
the purF, purN, purS, purL, purM, purKE, purC, purH, and prs genes are inserted into the strain.

[0026] In a specific embodiment of the present invention, the microorganism of the genus Corynebacterium having
improved 5’-inosinic acid productivity may be Corynebacterium ammoniagenes containing two copies of the genes
encoding purine biosynthesis related enzymes that are a combination of the purN gene of SEQ ID NO. 36, which codes
for phosphoribosylglycinamide formyltransferase, the purS gene of SEQ ID NO. 37, which codes for phosphoribosyl-
formylglycinamidin synthetase, the purL gene of SEQ ID NO. 38, which codes for phosphoribosylformylglycinamidin
synthetase Il, the purKE gene of SEQ ID NO. 40, which codes for phosphoribosylaminoimidazole carboxylase, the purC
of SEQ ID NO. 41, which codes for phosphoribosyl aminoimidazole succinocarboxamide synthetase, the purH gene of
SEQ ID NO. 42, which codes for inosinic acid cyclohydrolase, and the prs gene of SEQ ID NO. 43, which codes for
ribosephosphate pyrophosphokinase, and preferably Corynebacterium ammoniagenes CN01-0120.

[0027] In a specific embodiment of the present invention, the microorganism of the genus Corynebacterium having
improved 5’-inosinic acid productivity may be Corynebacterium ammoniagenes containing two copies of the genes
encoding purine biosynthesis related enzymes that are a combination of the purF of SEQ ID NO. 35, which codes for
phosphoribosylpyrophosphate amidotransferase, the purN gene of SEQ ID NO. 36, which codes for phosphoribosylg-
lycinamide formyltransferase, the purS gene of SEQ ID NO. 37, which codes for phosphoribosylformylglycinamidin
synthetase, the purL gene of SEQ ID NO. 38, which codes for phosphoribosylformylglycinamidin synthetase Il, the purM
of SEQ ID NO. 39, which codes for phosphoribosylaminoimidazole synthetase, the purKE gene of SEQ ID NO. 40, which
codes for phosphoribosylaminoimidazole carboxylase, the purC of SEQ ID NO. 41, which codes for phosphoribosyl
aminoimidazole succinocarboxamide synthetase, the purH gene of SEQ ID NO. 42, which codes for inosinic acid cy-
clohydrolase, and the prs gene of SEQ ID NO. 43, which codes for ribosephosphate pyrophosphokinase, and preferably
Corynebacterium ammoniagenes CN01-0316 (KCCM 10992P).

[0028] Further, the presentinvention provides a method for producing 5’-inosinic acid, comprising the steps of culturing
the microorganism belonging to the genus Corynebacterium producing 5-inosinic acid, in which the expression of a
gene encoding purine biosynthesis related enzyme is increased higher than the intrinsic expression, and recovering 5'-
inosinic acid from the culture medium.

[0029] In the method for producing 5’-inosinic acid of the present invention, the medium and other culture conditions
used for the cultivation of the microorganism of the genus Corynebacterium may be the same as those typically used
in the cultivation of the microorganism of the genus Corynebacterium, and easily selected and adjusted by those skilled
in the art. In addition, the cultivation may be performed by any cultivation method known to those skilled in the art, for
example, batch, continuous, and fed-batch culture, but is not limited thereto.

[0030] In a specific embodiment of the present invention, the microorganism belonging to the genus Corynebacterium
producing 5’-inosinic acid may be Corynebacterium ammoniagenes.
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[0031] In a specific embodiment of the present invention, the microorganism belonging to the genus Corynebacterium
producing 5’-inosinic acid may be Corynebacterium ammoniagenes CN01-0120 or Corynebacterium ammoniagenes
CNO01-0316 (KCCM 10992P).

[0032] In a specific embodiment of the present invention, culturing the microorganism of the genus Corynebacterium
is performed by culturing the strain in a conventional medium containing suitable carbon sources, nitrogen sources,
amino acids, vitamins or the like under aerobic conditions by adjusting temperature, pH or the like.

[0033] As acarbon source, carbohydrates such as glucose and fructose may be used. As a nitrogen source, various
inorganic nitrogen sources such as ammonia, ammonium chloride, and ammonium sulphate may be used, and organic
nitrogen sources such as peptone, NZ-amine, beef extract, yeast extract, corn steep liquor, casein hydrolysate, fish or
fish meal, and defatted soybean cake or meal may be used. Examples of the inorganic compounds include potassium
monohydrogen phosphate, potassium dihydrogen phosphate, magnesium sulfate, ferrous sulfate, manganese sulfate,
and calcium carbonate. When needed, vitamins and auxotrophic bases may be used.

[0034] The cultivation is performed under aerobic conditions, for example, by shaking culture or stirring culture, pref-
erably at a temperature of 28 to 36°C. During the cultivation, the pH is preferably maintained within the range of pH 6
to 8. The cultivation may be performed for 4 to 6 days.

[0035] Hereinafter, the present invention will be described in more detail with reference to Examples. However, these
Examples are for illustrative purposes only, and the invention is not intended to be limited by these Examples.

Example 1. Insertion of genes encoding purine biosynthesis related enzymes using vector (pDZ) for chromo-
somal insertion and Development of strain producing high yield of 5’-inosinic acid thereby

[0036] In order to insert a foreign gene into the chromosome of Corynebacterium ammoniagenes strain, a pDZ-based
recombinant vector containing two consecutive copies of the corresponding gene was used. The pDZ vector is a vector
for chromosomal insertion into the microorganism of the genus Corynebacterium, and was prepared by the method
disclosed in Korean Patent Publication No. 2008-0025355 incorporated by reference herein. FIG. 1 is a schematic
diagram showing the structure of the pDZ vector.

[0037] In the following (1) to (6), recombinant vectors were prepared, in which the recombinant vectors function to
insert the gene encoding purine biosynthesis related enzyme into the chromosome of the microorganism of the genus
Corynebacterium to obtain two copies of each gene. Transformation by each recombinant vector and selection of trans-
formants were performed as follows.

[0038] The 5-inosinic acid-producing strain, Corynebacterium ammoniagenes CJIP2401 (KCCM-10610) was trans-
formed with the pDZ recombinant vector containing the desired gene encoding purine biosynthesis related enzyme by
electroporation, and then strains, in which the gene carried by the vector is inserted into their chromosome by homologous
recombination , were selected on a selection medium containing 25 mg/l of kanamycin. The successful chromosomal
insertion of the vector was confirmed by the color of the colonies on a solid medium (1% beef extract, 1% yeast extract,
1% peptone, 0.25% sodium chloride, 1% adenine, 1% guanine, 1.5% agarose) containing X-gal (5-bromo-4-chloro-3-
indolyl-B-D-galactoside). That is, blue colonies were selected as a transformant, in which the vector was inserted into
the chromosome. The strain, in which the vector was inserted into its chromosome via a first crossover, was shaking-
cultured (30°C, 8 hours) in a nutrient medium (1% glucose, 1% beef extract, 1% yeast extract, 1% peptone, 0.25%
sodium chloride, 1% adenine, 1% guanine). Then, the cultured strain was serially diluted from 10-4 to 10-10, and the
diluted culture was plated on a solid medium containing X-gal. Most colonies exhibited blue color, but white colonies
also existed at a low level. By selecting the white colonies, strains in which the sequence of the vector was removed
from the chromosome via a second crossover were selected. The selected strain was identified as a final strain by a
susceptibility test for kanamycin and a gene sequence analysis by PCR.

(1) Cloning of purFM gene and Construction of recombinant vector (pDZ-2purFM)

[0039] The purF and purM genes are located close to each other on the chromosome of the microorganism of the
genus Corynebacterium, and thus a purFM vector containing both of the genes and the promoter region was constructed
in order to express both of the genes at the same time.

[0040] The chromosome was isolated from Corynebacterium ammoniagenes CJIP2401 producing 5'-inosinic acid,
and Polymerase Chain Reaction (PCR) was performed using the chromosome as a template in order to obtain purFM,
namely, a fragment containing the consecutively arranged purF and purM. PfuUltra™ High-Fidelity DNA Polymerase
(Stratagene) was used as a polymerase, and Polymerase Chain Reaction was performed with 30 cycles of denaturing
at 96°C for 30 sec, annealing at 53°C for 30 sec, and polymerization at 72°C for 2 min. As a result, two purFM genes
containing the promoter region (purFM-A, purFM-B) were obtained. The purFM-A was amplified using the primers of
SEQ ID NOs. 1 and 2, and the purFM-B was amplified using the primers of SEQ ID NOs. 3 and 4. The amplification
products were cloned into an E.coli vector pCR2.1 using a TOPO Cloning Kit (Invitrogen) so as to obtain pCR-purFM-
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A and pCR-purFM-B vectors, respectively. The pCR vectors were treated with restriction enzymes contained in each
end of the purFM-A and purFM-B (purFM-A: EcoRI+Xbal, purFM-B: Xbal+HindlIl), and each purFM gene was separated
from the pCR vectors. Thereafter, the pDZ vector treated with restriction enzymes, EcoRI and Hindlll was cloned by 3-
piece ligation so as to construct a pDZ-2purFM recombinant vector where two purFM genes are consecutively cloned.
FIG. 2 shows a pDZ-2purFM vector for chromosomal insertion into Corynebacterium.

[0041] The 5'-inosinic acid-producing strain, Corynebacterium ammoniagenes CJIP2401 was transformed with the
pDZ-2purFM vector by electroporation, and one purFM gene is additionally inserted next to the intrinsic purFM gene on
the chromosome via a second crossover, so as to obtain a strain having total two copies. The consecutively inserted
purFM genes were identified by PCR using the primers of SEQ ID NOs. 5 and 6 which are able to amplify the regions
of connecting two purFM genes.

(2) Cloning of purNH gene and Construction of recombinant vector (pDZ-2purNH), preparation of purNH-inserted strain

[0042] The purN and purH genes are located close to each other on the chromosome of the microorganism of the
genus Corynebacterium, and thus a purNH vector containing the promoter region was constructed in order to express
both of the genes at the same time.

[0043] The chromosome was isolated from Corynebacterium ammoniagenes CJIP2401 producing 5'-inosinic acid,
and Polymerase Chain Reaction (PCR) was performed using the chromosome as a template in order to obtain purNH,
namely, a fragment containing the consecutively arranged purN and purH. PfuUltra™ High-Fidelity DNA Polymerase
(Stratagene) was used as a polymerase, and Polymerase Chain Reaction was performed with 30 cycles of denaturing
at 96°C for 30 sec, annealing at 53°C for 30 sec, and polymerization at 72°C for 2 min. As a result, two purNH genes
containing the promoter region (purNH-A, purNH-B) were obtained. The purNH-A was amplified using the primers of
SEQ ID NOs. 7 and 8, and the purNH-B was amplified using the primers of SEQ ID NOs. 8 and 9. The amplification
products were cloned into an E.coli vector pCR2.1 using a TOPO Cloning Kit (Invitrogen) so as to obtain pCR-purNH-
A and pCR-purNH-B vectors, respectively. The pCR vectors were treated with restriction enzymes contained in each
end of the purNH-A and purNH-B (purNH-A: BamHI+Sall, purNH-B: Sall), and each purNH gene was separated from
the pCR vectors. Thereafter, the pDZ vector treated with restriction enzymes, BamH| and Sall was cloned by 3-piece
ligation so as to construct a pDZ-2purNH recombinant vector where two purNH genes are consecutively cloned. FIG. 3
shows a pDZ-2purNH vector for chromosomal insertion into Corynebacterium.

[0044] The 5'-inosinic acid-producing strain, Corynebacterium ammoniagenes CJIP2401 was transformed with the
pDZ-2purNH vector by electroporation, and one purNH gene is additionally inserted next to the intrinsic purNH gene on
the chromosome via a second crossover, so as to obtain a strain having total two copies. The consecutively inserted
purNH genes were identified by PCR using the primers of SEQ ID NOs. 10 and 11 which are able to amplify the regions
of connecting two purNH genes.

(3) Cloning of purSL gene and Construction of recombinant vector (pDZ-2purSL), preparation of purSL-inserted strain

[0045] The purS and purL genes are located close to each other on the chromosome of the microorganism of the
genus Corynebacterium, and thus a purSL vector containing the promoter region was constructed in order to express
both of the genes at the same time.

[0046] The chromosome was isolated from Corynebacterium ammoniagenes CJIP2401 producing 5'-inosinic acid,
and Polymerase Chain Reaction (PCR) was performed using the chromosome as a template in order to obtain purSL,
namely, a fragment containing the consecutively arranged purS and purlL. PfuUitra™ High-Fidelity DNA Polymerase
(Stratagene) was used as a polymerase, and Polymerase Chain Reaction was performed with 30 cycles of denaturing
at 96°C for 30 sec, annealing at 53°C for 30 sec, and polymerization at 72°C for 2 min. As a result, two purSL genes
containing the promoter region (purSL-A, purSL-B) were obtained. The purSL-A was amplified using the primers of SEQ
ID NOs. 12 and 13, and the purSL-B was amplified using the primers of SEQ ID NOs. 14 and 15. The amplification
products were cloned into an E.coli vector pCR2.1 using a TOPO Cloning Kit (Invitrogen) so as to obtain pCR-purSL-A
and pCR-purSL-B vectors, respectively. The pCR vectors were treated with restriction enzymes contained in each end
of the purSL-A and purSL-B (purSL-A: BamHI+Sall, purSL-B: Sall+BamHl), and each purSL gene was separated from
the pCR vectors. Thereafter, the pDZ vector treated with restriction enzyme, BamHI was cloned by 3-piece ligation so
as to construct a pDZ-2purSL recombinant vector where two purSL genes are consecutively cloned. FIG. 4 shows a
pDZ-2purSL vector for chromosomal insertion into Corynebacterium.

[0047] The 5'-inosinic acid-producing strain, Corynebacterium ammoniagenes CJIP2401 was transformed with the
pDZ-2purSL vector by electroporation, and one purSL gene is additionally inserted next to the intrinsic purSL gene on
the chromosome via a second crossover, so as to obtain a strain having total two copies. The consecutively inserted
purSL genes were identified by PCR using the primers of SEQ ID NOs. 16 and 17 which are able to amplify the regions
of connecting two purSL genes.
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(4) Cloning of purKE gene and Construction of recombinant vector (pDZ-2purKE), preparation of purKE-inserted strain

[0048] The purK and purE genes are located close to each other on the chromosome of the microorganism of the
genus Corynebacterium, and thus a purKE vector containing the promoter region was constructed in order to express
both of the genes at the same time.

[0049] The chromosome was isolated from Corynebacterium ammoniagenes CJIP2401 producing 5'-inosinic acid,
and Polymerase Chain Reaction (PCR) was performed using the chromosome as a template in order to obtain purKE,
namely, a fragment containing the consecutively arranged purK and purE. PfuUltra™ High-Fidelity DNA Polymerase
(Stratagene) was used as a polymerase, and Polymerase Chain Reaction was performed with 30 cycles of denaturing
at 96°C for 30 sec, annealing at 53°C for 30 sec, and polymerization at 72°C for 2 min. As a result, two purKE genes
containing the promoter region (purKE-A, purKE-B) were obtained. The purKE-A was amplified using the primers of
SEQ ID NOs. 18 and 19, and the purKE-B was amplified using the primers of SEQ ID NOs. 20 and 21. The amplification
products were cloned into an E.coli vector pCR2.1 using a TOPO Cloning Kit (Invitrogen) so as to obtain pCR-purKE-
A and pCR-purKE-B vectors, respectively. The pCR vectors were treated with restriction enzymes contained in each
end of the purKE-A and purKE-B (purKE-A: BamHI+Kpnl, purKE-B: Kpnl+Xbal), and each purKE gene was separated
from the pCR vectors. Thereafter, the pDZ vector treated with restriction enzymes, BamHI and Xbal was cloned by 3-
piece ligation so as to construct a pDZ-2purKE recombinant vector where two purKE genes are consecutively cloned.
FIG. 5 shows a pDZ-2purKE vector for chromosomal insertion into Corynebacterium.

[0050] The 5’-inosinic acid-producing strain, Corynebacterium ammoniagenes CJIP2401 was transformed with the
pDZ-2purKE vector by electroporation, and one purKE gene is additionally inserted next to the intrinsic purKE gene on
the chromosome via a second crossover, so as to obtain a strain having total two copies. The consecutively inserted
purKE genes were identified by PCR using the primers of SEQ ID NOs. 22 and 23 which are able to amplify the regions
of connecting two purKE genes.

(5) Cloning of purC gene and Construction of recombinant vector (pDZ-2purC), preparation of purC-inserted strain

[0051] The chromosome was isolated from Corynebacterium ammoniagenes CJIP2401, and Polymerase Chain Re-
action (PCR) was performed using the chromosome as a template in order to obtain purC. PfuUltra™ High-Fidelity DNA
Polymerase was used as a polymerase, and Polymerase Chain Reaction was performed with 30 cycles of denaturing
at 96°C for 30 sec, annealing at 53°C for 30 sec, and polymerization at 72°C for 2 min. As a result, two purC genes
containing the promoter region (purC-A, purC-B) were obtained. The purC-A was amplified using the primers of SEQ
ID NOs. 24 and 25, and the purC-B was amplified using the primers of SEQ ID NOs. 25 and 26. The amplification
products were cloned into an E.coli vector pCR2.1 using a TOPO Cloning Kit so as to obtain pCR-purC-A and pCR-
purC-B vectors, respectively. The pCR vectors were treated with restriction enzymes contained in each end of the purC-
A and purC-B (purC-A: BamHI+Sall, purC-B: Sall), and each purC gene was separated from the pCR vectors. Thereafter,
the pDZ vector treated with restriction enzymes, BamHI and Sall was cloned by 3-piece ligation so as to construct a
pDZ-2purC recombinant vector where two purC genes are consecutively cloned. FIG. 6 shows a pDZ-2purC vector for
chromosomal insertion into Corynebacterium.

[0052] The 5'-inosinic acid-producing strain, Corynebacterium ammoniagenes CJIP2401 was transformed with the
pDZ-2purC vector by electroporation, and one purC gene is additionally inserted next to the intrinsic purC gene on the
chromosome via a second crossover, so as to obtain a strain having total two copies. The consecutively inserted purC
genes were identified by PCR using the primers of SEQ ID NOs. 27 and 28 which are able to amplify the regions of
connecting two purC genes.

(6) Cloning of prs gene and Construction of recombinant vector (pDZ-2prs), preparation of prs-inserted strain

[0053] The chromosome was isolated from Corynebacterium ammoniagenes CJIP2401, and Polymerase Chain Re-
action (PCR) was performed using the chromosome as a template in order to obtain prs. PfuUltra™ High-Fidelity DNA
Polymerase was used as a polymerase, and Polymerase Chain Reaction was performed with 30 cycles of denaturing
at 96°C for 30 sec, annealing at 53°C for 30 sec, and polymerization at 72°C for 2 min. As a result, two prs genes
containing the promoter region (prs-A, prs-B) were obtained. The prs-A was amplified using the primers of SEQ ID NOs.
29 and 30, and the prs-B was amplified using the primers of SEQ ID NOs. 31 and 32. The amplification products were
cloned into an E.coli vector pCR2.1 using a TOPO Cloning Kit so as to obtain pCR-prs-A and pCR-prs-B vectors,
respectively. The pCR vectors were treated with restriction enzymes contained in each end of the prs-A and prs-B (prs-
A: BamHI+Spel, prs-B: Spel+Pstl), and each prs gene was separated from the pCR vectors. Thereafter, the pDZ vector
treated with restriction enzymes, BamHI and Pstl was cloned by 3-piece ligation so as to construct a pDZ-2prs recombinant
vector where two prs genes are consecutively cloned. FIG. 7 shows a pDZ-2prs vector for chromosomal insertion into
Corynebacterium.
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[0054] The 5'-inosinic acid-producing strain, Corynebacterium ammoniagenes CJIP2401 was transformed with the
pDZ-2prs vector by electroporation, and one prs gene is additionally inserted next to the intrinsic prs gene on the
chromosome via a second crossover, so as to obtain a strain having total two copies. The consecutively inserted prs
genes were identified by PCR using the primers of SEQ ID NOs. 33 and 34 which are able to amplify the regions of
connecting two prs genes.

(7) Development of strain producing high yield of 5’-inosinic acid by enhancement of purine biosynthesis

[0055] Combinations of pDZ-2purFM, pDZ-2purNH, pDZ-2purSL, pDZ-2purKE, pDZ-2purC, and pDZ-2prs vectors
constructed in (1) to (6) were introduced into the 5’-inosinic acid-producing Corynebacterium ammoniagenes CJIP2401.
The introduction order of the vectors was randomly selected, and introduction method and identification are the same
as the above.

[0056] The Corynebacterium ammoniagenes CJIP2401 was used as a parental strain, and transformed with a com-
bination of pDZ-2purNH, pDZ-2purSL, pDZ-2purKE, pDZ-2purC, and pDZ-2prs, and a combination of pDZ-2purNH,
pDZ-2purSL, pDZ-2purKE, pDZ-2purC, pDZ-2purFM and pDZ-2prs to obtain Corynebacterium ammoniagenes
CNO01-0120 (2purNH + 2purSL + 2purKE + 2purC + 2prs) and Corynebacterium ammoniagenes CN01-0316 (2purNH
+ 2purSL + 2purKE + 2purC + 2purFM + 2prs), which contain two copies of the genes encoding the major enzymes
involved in the purine biosynthetic pathway.

Example 2. Fermentation titer test of recombinant Corynebacterium ammoniagenes

[0057] Each 3 ml of the seed medium with the following composition was distributed into test tubes having a diameter
of 18 mm, and sterilized under pressure. Then, the parental strain Corynebacterium ammoniagenes CJIP2401, and the
Corynebacterium ammoniagenes CN01-0120 and Corynebacterium ammoniagenes CN01-0316 prepared in Example
1 were inoculated, and shaking-cultured at 30°C for 24 hours to be used as a seed culture. Each 27 ml of the fermentation
medium with the following composition was distributed into 500 ml Erlenmeyer shake flasks and sterilized under pressure
at 120°C for 10 minutes, and each 3 ml of the seed culture was inoculated thereto and shaking-cultured for 5 to 6 days.
The cultivation was carried out under the conditions of 200 rpm, 32°C, and pH 7.2

[0058] The seed medium and the fermentation medium have the following compositions.

Seed medium: 1% glucose, 1% peptone, 1% beef extract, 1% yeast extract, 0.25% sodium chloride, 100 mg/I
adenine, 100 mg/l guanine, pH7.2

Flask fermentation medium: 0.1% sodium glutamate, 1% ammonium chloride, 1.2% magnesium sulfate, 0.01%
calcium chloride, 20 mg/l iron sulfate, 20 mg/l manganese sulfate, 20 mg/l zinc sulfate, 5 mg/l copper sulfate, 23
mg/l L-cysteine, 24 mg/l alanine, 8 mg/I nicotinic acid, 45 g/l biotin, 5 mg/l thiamine hydrochloride, 30 mg/l adenine,
1.9% phosphoric acid (85%), 4.2% glucose, and 2.4% raw sugar

[0059] After completion of the cultivation, the productivity of 5-inosinic acid was measured by HPLC, and the accu-
mulation amount of 5’-inosinic acid in the culture medium is shown in the following Table.

[Table 1]
Strain name Cell OD (5 days after culture) | Productivity (g/l/hr) (5 days after culture)
Control group (CJIP2401) 31.2 0.136
CNO01-0120 31.8 0.155
CNO01-0316 313 0.149

[0060] The accumulation amount of 5-inosinic acid in the culture medium was compared with that of the parental
strain, Corynebacterium ammoniagenes CJIP2401. As a result, in Corynebacterium ammoniagenes CN01-0120 and
Corynebacterium ammoniagenes CN01-0316, their 5’-inosinic acid productivity per hour was found to be increased to
10.9 - 11.4% under the same conditions, compared to the parental strain, Corynebacterium ammoniagenes CJIP2401.
[0061] Corynebacterium ammoniagenes CN01-0316 having improved 5’-inosinic acid productivity by increasing the
activity of purine biosynthesis related enzymes was deposited in the Korean Culture Center of Microorganisms (KCCM)
located at Hongje 1-dong, Seodaemun-gu, Seoul, with the Accession No. KCCM 10992P on Feb. 19, 2009 under the
Budapest treaty.
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Effect of the invention

[0062] The microorganism belonging to the genus Corynebacterium producing 5’-inosinic acid according to the present
invention, in which the expression of gene encoding purine biosynthesis related enzymes is increased higher than the
intrinsic expression, can be used to produce 5’-inosinic acid in a high concentration and a high yield, thereby reducing
production costs.

ITEMS
[0063]

Item 1. A microorganism belonging to the genus Corynebacterium producing 5’-inosinic acid, in which the expression
level of genes encoding purine biosynthesis related enzymes is increased higher than the intrinsic expression level,
wherein the purine biosynthesis related enzymes are a combination of ribosephosphate pyrophosphokinase and
one or more enzymes selected from the group consisting of phosphoribosylpyrophosphate amidotransferase, phos-
phoribosylglycinamide formyltransferase, phosphoribosylformylglycinamidin synthetase, phosphoribosylformylgly-
cinamidin synthetase Il, phosphoribosylaminoimidazole synthetase, phosphoribosylaminoimidazole carboxylase,
phosphoribosyl aminoimidazole succinocarboxamide synthetase, and inosinic acid cyclohydrolase.

Item 2. The microorganism belonging to the genus Corynebacterium accordingto Item 1, wherein the genes encoding
purine biosynthesis related enzymes are a combination of a purN gene of SEQ ID NO. 36, which codes for phos-
phoribosylglycinamide formyltransferase, a purS gene of SEQ ID NO. 37, which codes for phosphoribosylformylg-
lycinamidin synthetase, a purL gene of SEQ ID NO. 38, which codes for phosphoribosylformylglycinamidin synthetase
I, a purKE gene of SEQ ID NO. 40, which codes for phosphoribosylaminoimidazole carboxylase, a purC of SEQ
ID NO. 41, which codes for phosphoribosyl aminoimidazole succinocarboxamide synthetase, a purH gene of SEQ
ID NO. 42, which codes for inosinic acid cyclohydrolase, and a prs gene of SEQ ID NO. 43, which codes for
ribosephosphate pyrophosphokinase.

Item 3. The microorganism belonging to the genus Corynebacterium accordingto Item 1, wherein the genes encoding
purine biosynthesis related enzymes are a combination of a purF gene of SEQ ID NO. 35, which codes for phos-
phoribosylpyrophosphate amidotransferase, a purN gene of SEQ ID NO. 36, which codes for phosphoribosylglyci-
namide formyltransferase, a purS gene of SEQ ID NO. 37, which codes for phosphoribosylformylglycinamidin syn-
thetase, a purL gene of SEQ ID NO. 38, which codes for phosphoribosylformylglycinamidin synthetase Il, a purM
gene of SEQ ID NO. 39, which codes for phosphoribosylaminoimidazole synthetase, a purKE gene of SEQ ID NO.
40, which codes for phosphoribosylaminoimidazole carboxylase, a purC of SEQ ID NO. 41, which codes for phos-
phoribosyl aminoimidazole succinocarboxamide synthetase, a purH gene of SEQ ID NO. 42, which codes for inosinic
acid cyclohydrolase, and a prs gene of SEQ ID NO. 43, which codes for ribosephosphate pyrophosphokinase.

Item 4. The microorganism belonging to the genus Corynebacterium according to Item 1, wherein the expression
level of the gene encoding purine biosynthesis related enzyme is increased by additionally introducing the gene
encoding purine biosynthesis related enzyme into a cell or by amplifying the intrinsic gene encoding purine biosyn-
thesis related enzyme.

Item 5. The microorganism belonging to the genus Coxynebacterium according to ltem 4, wherein the gene encoding
purine biosynthesis related enzyme exists as two or more copies by introducing one or more copies into a cell, in
addition to the corresponding intrinsic gene.

Item 6. The microorganism belonging to the genus Corynebacterium according to ltem 5, wherein introduction of
the gene encoding purine biosynthesis related enzyme into the cell is performed by transformation using a recom-
binant vector containing two copies of the corresponding gene that are consecutively arranged.

Item 7. The microorganism belonging to the genus Corynebacterium according to Item 6, wherein the recombinant
vector is selected from the group consisting of pDZ-2purFM, pDZ-2purNH, pDZ-2purSL, pDZ-2purKE, pDZ-2purC,
and pDZ-2prs that have the cleavage maps of FIGs. 2 to 7, respectively.

Item 8. The microorganism belonging to the genus Corynebacterium according to Item 1, wherein the microorganism
of the genus Corynebacterium is Corynebacterium ammoniagenes.
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Item 9. The microorganism belonging to the genus Corynebacterium according to Item 2, wherein the microorganism
of the genus Corynebacterium is Corynebacterium ammoniagenes CN01-0120.

Item 10. The microorganism belonging to the genus Corynebacterium according to ltem 3, wherein the microorganism
of the genus Corynebacterium is Corynebacterium ammoniagenes CN01-0316 (KCCM 10992P).

Item 11. A method for producing 5’-inosinic acid, comprising culturing the microorganism belonging to the genus
Corynebacterium according to any one of ltems 1 to 10, and recovering 5’-inosinic acid from the culture medium.

10
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<130> OPA11129

<150> 10-2009-0028145
<151> 2009-04-01

<160> 43

<170> KopatentIn 1.71
<210> 1

<211> 30

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purFM
<400> 1

cgacgagaat tccccgaccce gcatgagatg

<210> 2

<211> 30

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purFM
<400> 2

gtatcgtecta gageggtage ggtggetteg
<210> 3

<211> 30

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purFM
<400> 3

cgacgatcta gacccgaccc gcatgagatg

<210> 4

<211> 30

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purFM
<400> 4

1"

30

30

30
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gtatcgaage ttgecggtage ggtggetteg

<210> 5

<211> 18

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purFM
<400> 5

gctategttt cccctgaa

<210> 6

<211> 18

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purFM
<400> 6

tgattctact aagtttgce

<210> 7

<211> 34

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purNH
<400> 7

cgggatcceg aggcgaagac gatattgagg acag

<210> 8

<211> 32

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purNH
<400> 8

acgcgtcgac gtgggaaacg cagacgagaa ca

<210> 9

<211> 35

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purNH

12

30

18

18

34

32
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<400> 9
acgcegtcgac gaggcgaaga cgatattgag gacag

<210> 10
<211> 18
<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purNH
<400> 10

tcgatgectg catettgg

<210> 11
<211> 18
<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purNH
<400> 11

ggcgataagg cttcgagt

<210> 12
<211> 46
<212> DNA

<213> Artificial Sequence
<220>
<223> Primer for purSL

<400> 12
gctcggatce gecgatactca geccccagcaa cagcagaaaa tgaagce

<210> 13
<211> 39
<212> DNA

<213> Artificial Sequence
<220>
<223> Primer for purSL

<400> 13
cagcgtcgac gcagccgtceg caggcaccat cgcagcagt

<210> 14

<211> 46

<212> DNA

<213> Artificial Sequence

<220>

13

35

18

18

46

39
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<223>

<400>

cagcgtcgac gcgatactca gcocccagcaa cagcagaaaa tgaage

<210>
<211>
<212>
<213>

<220>
<223>

<400>

gctcggatcc gcagccecgteg caggcaccat cgcagcagt

<210>
<211>
<212>
<213>

<220>
<223>

<400>

EP 3 219 789 A1

Primer for purSL

14

15

39

DNA
Artificial

Sequence

Primer for purSL

15

16

18

DNA
Artificial

Primer for

16

acttgacctce cagcccta

<210>
<211>
<212>
<213>

<220>
<223>

<400>

17

18

DNA
Artificial

Primer for

17

aagaacaacg tcggcgtc

<210>
<211>
<212>
<213>

<220>
<223>

<400>

18

30

DNA
Artificial

Primer for

18

Sequence

2purSL

Sequence

2purSL

Sequence

purKE

acgtcaggat cccctatcgt gectttgetgt

<210>
<211>
<212>
<213>

19

30

DNA
Artificial

Sequence

14

46

39

18

18

30
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<220>
<223> Primer for purKE
<400> 19

ctctaaggta ccattggtac tagtagccgce

<210> 20
<211> 30

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purKE
<400> 20

acgtcaggta cccctatcgt gectttgetgt

<210> 21

<211> 30

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purKE

<400> 21
ctctaatcta gaattggtac tagtagccgce

<210> 22

<211> 18

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purKE

<400> 22
ccagetgggg ttccggtt

<210> 23

<211> 18

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purKE
<400> 23

tttcgatgeg cttegttt

<210> 24
<211> 37

15

30

30

30

18

18
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<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purC

<400> 24
gcteggatee cgecagtgget gttgegetga acatgeg

<210> 25

<211> 39

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purC

<400> 25
gcaggtcgac cacggacata tcggtttget tcacgeggg

<210> 26

<211> 37

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for purC
<400> 26

gcaggtcgac cgcagtgget gttgecgetga acatgeg

<210> 27

<211> 24

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purC

<400> 27
gagcgcttgt ccggcaageg tttce

<210> 28

<211> 24

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2purC
<400> 28

ggtggttgecg gtaagaaccec ggcecce

16

37

39

37

24

24
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<210> 29

<211> 33

<212> DNA

<213> Artificial Sequence

<220>
<223> Primer for prs
<400> 29

gctcggatce ggattcccaa gettgettec ggg

<210> 30

<211> 36

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for prs
<400> 30

cagcactagt ggcagctacc acctcecgegg ctgetg

<210> 31

<211> 33

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for prs

<400> 31
cagcactagt ggattcccaa gcttgettee ggg

<210> 32

<211> 37

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for prs
<400> 32

caattctgca gggcagctac cacctcegeg getgetg

<210> 33

<211> 23

<212> DNA

<213> Artificial Sequence
<220>

<223> Primer for 2prs
<400> 33

cgtacgattc atgagatctt cga

17

33

36

33

37

23
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<210> 34
<211> 21
<212>
<213>

<220>
<223>

<400> 34

DNA
Artificial Sequence

EP 3 219 789 A1

Primer for 2prs

caaagtcacg ggcggtggta g

<210> 35
<211> 15
<212>
<213>
<220>
<221> ge

<222> (1
<223>

<400> 35
gtggtgaaca
cgcgaagagt
tactttggtc
gatggagacc
tccattttaa
ggtggcaaag
atcgcetttgt
gctctgggac
ttgctggege
ccaagcatca
cgtgacccge
gcttccgaaa
ggtgaactta
cgccagggcet
cgcaacgttce
ccagaagctg
gcccgggaat

accttcattce

00

DNA
Corynebacterium ammoniagenes

ne
) .. (1500)

purF

ctactttccc
gcggtgtett
tgttcgecatt
gcctegttgt
attccctcca
agtggtcgaa
gccacaacgg
tttaccgaga
acggagtcgg
aaggcgcettt
acggtgtacg
cctgtgeget
tctcectgtcaa
gcgtcetttga
acgcgacgcg
acatggtcat
cgggecctgac

agcccaccca

cagcgacgtg
tggcgtctgg
gcagcatcgt
cttcaaagac
tggctcegtg
tgtccagecg
caacttggtg
gaatgaaaaa
ggaaggcaac
ttgcttgacce
cceettggte
ggatatcgtg
tgaggcagga
atacgtctac
cgtggatatt
ccecgtgeca
atttgcgcac

gaccttgege

aatttagatg
gctcectggtg
gggcaggaag
atgggcttgg
ggcgtgggge
atgtttaata
aactaccaag
tcectgtegg
tctgtetttg
tttaccgatg
attggccget
ggcgcacagt
atccacagcg
ttggcacgtc
ggtcgcgecac
gaatccggaa
ggcttggtca

cagctgggta

18

accaaggcga
aagatgttgc
ctgcaggtat
tctcgaatat
atacgcgcta
ccacctcaaa
aactgcgcga
attccatgat
acgccgctaa
gcaagacctt
tggcgcaagg
ttatccgtga
aaaaattcgc
cagacaccgt
ttgcgaaatc
acccggcagce
aaaacgccta

ttcgecctcaa

gcaagaaccc
gacactgacc
cggcgteggt
tttcgatgag
ctcgactgece
tggggtagac
tgaagcagta
catgacagct
gcaactgctg
gtacgccgeg
ctgggttgtt
ggtagagccc
tgagccgaag
gatcaaaggc
tcaccctgeg
tgttggctac
cgtgggtcga

gctcaacccce

21

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080
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ctgegegagg
aacacccaac
cgcattgcett
ggtgaattga
tgcgaagcecta
acgcaccaac

cttcecgaceg

<210> 36

606
DNA
Corynebacterium ammoniagenes

<211>
<212>
<213>

<220>
<221>
<222>
<223>

<400> 36

gtgactgaat
gtatctggca
gttatcaagg
atcgacaccg
gcagcggttg
gaattcttgg
tttececgggeg
actgtccatt
gagattgagg
gagcttatcg

atttaa

<210> 37

tcatcgaggg
gcgcegetggt
caccgccagt
ttgctaatat
tcggagcaga
ctatcaattc

ctaaccccaa

gene
(1) ..(606)
purN

cgccttegea
ccggatcettt
tagtcgcgga
aagtcgtget
gtaccgecga
ccagctttga
cgcatggagt
ttgtggacge
cagaagatga

tgcaggtctt

<211> 243

<212> DNA

<213>

<220>

<221> gene
<222> (1)..(243)
<223> pursS

EP 3 219 789 A1

caagtcactc
gcgcatgetg
caaatggcct
caagccttet
ctetttaggg
cttgtgtacc

tgctgacgcet

agttttgaaa
gctgcaaaat
taagccctge
tttaggctca
tgttgtggtg
aggccgcaca
acgggatgcg
gggagtcgat
tgaggcaagc

acgcgcageg

gttgttgtag
cgtgaagcag
tgtttctacg
gatgatccte
tttgtatctg
gcttgetttg

gtgcgaactt

gcacaagacc
attatcgaca
ccggggatta
gaccgcgcgce
tcecgetggat
ataaatacgc
ttggcttatg
actggccgeca
ttgcatgagc

aatgttcaag

Corynebacterium ammoniagenes

19

atgactctat
gcgctgetga
gcattgactt
aggtagtaac
tagatgagat
atggcaacta

tgctcagcecceca

cgcttcaagt
accaagatga
accgagccca
agtggaacaa
ttatgaaaat
atcccgceact
gcgtgaaagt
tcatcgceaca
gcatcaaaag

accagcagct

tgtcecgegge
agtgcacgtg
cgcectegect
cgatgcagtg
ggttgaggca
cgaactcgga

aaagaactga

agtggtgctg
ctcctatcgg
agatgcaggc
agaccttgtc
cctggggect
cctgecgtcee
caccggctet
acgcgcagta
cgtcgaacgt

tattattgag

1140

1200

1260

1320

1380

1440

1500

1500

60

120

180

240

300

360

420

480

540

600

606
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<400> 37

EP 3 219 789 A1

atggctcgtg ttgttgtcaa tgtcatgccc aaggctgaaa

tcctecgacce

getgttgtee gtgcacttgg acgectgggt gtaaacggag taagegatgt

aagcgcetttg aaatcgaagt cgatgattca gtcagegetg aagatctaga

gcaagcttge tggcaaacac cgtcatcgag gactacgaag ttgtagggcet

taa

<210> 38

2277
DNA
Corynebacterium ammoniagenes

<211>
<212>
<213>

<220>
<221>
<222>
<223>

<400> 38

atgactgttt
tgggaagaac
cgcccaaccg
aagtcttcca
aagattcttg
gtgaccttcc
gcgaccggtg
gtgatggatc
ggcgttgttt
gagaccgtct
accttgecgeg
ctectttgget
tccttcegaag
gaaaaagtcc
caggaccttg
ggcggcatgg
gaaatcctgg
gagaagttcc
accgataaga

ccatcaacta

gene
(1) ..(2277)
purL

ccaatgacac
tcggettaaa
atgctgagcet
agacccacct
ccggtatcegg
gcgtcgaatc
ttggcggeat
agctgegett
ccggecatcgg
ttgatgagtc
tggaagacct
ccecgecacggg
aaggcgaaga
tcatcgaatg
gtggcggtgg
tggtcaacct
cttcecgaate
gcgagatctg
aagacaccta

tcgatgaagg

agtagataat
gcaagacgaa
gacggtttac
acgctacttt
tgagaacgct
ccacaaccac
cgtececgegac
cggeccaget
cggttacgge
ttatgccggce
gaagctggcet
cctecgacgge
gcgcaagcett
ctgcctggag
cctegeatgt
ggataatgtt
ccaggagcgc
tgaaaagtgg
cctegtgtac

ccctgtetac

gcaaaggcca
tacgacaaga
tccgtgatgt
ggcgagacca
ggtgtcgttg
ccatccttcg
atcatggcga
gatgcceegg
aactcccteg
aacccactgg
tttgettecg
atcggcggeg
cctgecagtcee
ctctacgcetg
gcgacctcetg
ccactgegtg
atgtgtgctg
gacgtaacgt
cacaacggtg

gagcgecccat

20

ctccegaget
ttgtaggcat
ggtcggagca
ccactgagga
acatcggcga
tcgagcctta
tgggtgcacg
ataccgcacg
gcctgecgaa
tcaacgcact
gtactggcaa
tatcegtttt
aggtcggcga
cgggcgtegt
agctggcage
cagagaacat
ttgtctccce
gtgctgaaat
agctggtagt

acgcacgecc

gcagggacaa
ccgtcagggce

caaggtcgca

ggaggtcaag

agaccagccg
cttgggceccge
ctgctcttac
aatggcgtceg
cggtgacgca
ccagggtgcc
tccaatcgeca
tgttctgeceg
catcggcgge
gtgcgtgggt
caaggtgatg
gggttctget
cccattegeg
tgtcggtatt
agctggcgac
gtecegecegea
agataacgtg
cggtgaagtt
agacgctccg

tcagtggcag

60

120

180

240

243

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200
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gatgagatce
gacatggtgt
tacgtgcgeg
gaggaaactt
gacccaaaca
ggcgcacgac
gtgatgtgge
atcccagtct
ccgaccccag
gacttgggcg
ttcggegget
gtggatctgg
gccteccacg
aacaacgtcg
tttagtgagt
ttgcagcgtg
ggcaacatca

gcaaccttge

<210> 39

1056
DNA
Corynebacterium ammoniagenes

<211>
<212>
<213>

<220>
<221>
<222>
<223>

<400> 39

atgtctgaaa
gagctttteg
ggcttegegg
gacggcgtgg
attgacctgg
ctccaggact

ggtattgctg

agcaggctcce
cctececcage
gtaacaccgt
ctcgeggtgt
tgggtgcacg
catatgcggt
aattcecgega
ccggeggtaa
ttgttggegt
gcattgatga
ccatctggca
cgaatgaggce
acctctctga
gcgtcgacct
ccgcatecgeg
cttccgaget
ccttegetgg

caaacctgtt

gene
(1) ..(1056)
purM

atacttacgc
ctccactgge
gactgtttaa
gcaccaagct
ttgcaatgtg
acatcgcagt

agggctgegt

EP 3 219 789 A1

ggaaattgca
tctgtcatcg
caaggcgaag
cgcaatttct
tttggcgetg
gaccaactge
ggccgttcac
cgtctectte
gctcggtgte
gcctgaaacc
gcaggtctcce
aaagctggeg
gggcggtetg
tgatttgage
tgttctgatt
gggcattcca
tgaagaagtt

tggccacget

cgcggcaggc
taagcgceget
gctcggegaa
cgcegttgee
cgtcgatgac
aggcaaggtt

gcaggcaggc

cgtecggaat
cgtgcattta
cagtctgact
gccgatgect
gctgaggcat
ttgaactteg
ggtctggetg
tacaaccaga
attgatgatg
ctgattctge
ggcggcggcece
gacttetteg
gctatecgegg
gttgtacacg
tccacegegt
gctgtegtgg
gctaccgetg

gttggcgceta

gtcaacattg
acccgtcecag
tacaaagagc
caggcaatgg
ttggtegtgt
gttccggaaa

tgtgcacttc

21

ccttggtaca
tcactgagca
ccggegttet
ccggtcgeta
accgcaacgt
gttcteccaga
acggttctaa
ctggtgatga
ttcacaaggc
ttggtgagac
tgcagggtct
tcggcaacac
cgtttgagat
aggatgcact
ctgaccacct
taggaaccac
agctgcgcga

attccgtagt

aagaaggcga
aggtaatggg
caatccttge
ataagcacga
gtggtgctga
aggttgecgceca

ttggtggcga

ggcattcaag
gtatgaccgce
gcgtatcaat
caccaagctg
tgctgtgace
aaacaccgac
ggaactgaat
gccaattctg
actggcacat
caaggaagaa
gccaccacag
ctcegttgea
ggcgcaaaag
gaccgcactg
cgatggaatc
caatgattcc
ggcatggtct

cgaataa

ccgcgcegtt
tggactcggt
agctggcetcce
caccatcgge
gccactattt
gattgttgece

gaccgctgag

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860

1920

1980

2040

2100

2160

2220

2277

60

120

180

240

300

360

420
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cacccgggcg
gaagcagacg
ggctcatcecg
gcaggattgc
ctggagccga
gctactttet
gaaggccttg
atcgegtett
ggcatgatcg
cgccacgttg

ggtgttgtca

<210> 40

taatgaatga
agcttctegg
gactgcactc
cgctecgatgg
ccecgeatcta
gccacgtcac
tcgecagaggt
tcggcaaggt
ctatcgtttc
atgcatggga

tgcaaggtga

<211> 1779

<212> DNA

<213>

<220>

<221> gene

<222> (1)..(1779)
<223> purKE

<400> 40

atgaaacgcg
ggcatgcegg
gccattgage
caagtatgceg
gtcgacggtg
gcgttgateg
gacaaattgg
ccgattgaat
ctgaaggcgce
gagctgactg
aaggttgcgce
gctacttgge

ccagcceegg

gccaccgagt

tgagtgaaca
ttatcgecegt
tcggccaatce
cggatgtagt
ccaccgetgt
atgcaggcta
ttatgcgcga
ctgcccaaga
gccggggtgg
ctttggtcte
tggtcegega
cgctgactga
gagttgaccc

tgggtgtaac

EP 3 219 789 A1

aaaggactac
accagacaag
caatggttac
ctacatcgat
cgccaaggac
cggeggtgge
taaccgegea
cagcctggaa
ccctgaagac

gctgggctceg

gcactctaac

agcaggaaac
tattggtgat
gctgegectt
gcttggtgat
cacttttgac
taacgtgcag
gcgcctegec
tgcgtacgat
ctacgacggce
tgaccttteg
gcttteegtg
gtctgtgeag
gcagctgecag

tggtgtgete

gatgtttceg
gttcgecgacg
tccttggege
gaccttggcce
tgcctggege
ttggcaggca
tegtggacce
gagatggaaa
cgtgaccgeg
gttcgcacca

ttctaa

Corynebacterium ammoniagenes

ccagacggaa
ggccagctag
cttgceggeg
tacaccaact
catgagcacg
ccacaacctg
gagctgggcg
ttttggacct
aaaggcgtgt
cgccgeggeg
ctggtegege
cgcaacggtg
caacgecgcetg

gcggtagage

22

ccaccgetgt
gcgatgtttt
gccacgtcett
gcacgcttgg
tagtttctga
acctcgageg
cagcagcgat
agaccttcaa
ccttggcgat

agaaggaaga

accctcaagce
ctcgecatgat
cacgcgatge
acgacgactt
tgcctaatga
ctgcegetgat
cacccgtgece
tgacgtccgg
ggtttccgaa
tggccttgat
ggactceccte
tgtgcegetga
agacactggg

tttttgcatt

cggegttgte
gattgccatg
gttagagcag
tgaagagctc
gtgtgacgtt
cgtgectacct
tttececgecace
catgggegtt
gctaactgcg

cgacaccgca

acatgttccc
gcaaaccgcce
ctctgeggcea
gctcaaagcece
gcacctcacce
taacgcccaa
gcgctttgeg
gcaggtctgt
taatgaatct
ggctgaagag
gggcgaggtt
agctgtegeg
tgaaaagatt

tgcgaatgag

480

540

600

660

720

780

840

900

960

1020

1056

60

120

180

240

300

360

420

480

540

600

660

720

780

840
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tceggtgegg
tggaccctag
gagccactgg
gctgacgaag
ccgcgageca
gtgaacctca
ttecctegtga
tatataagga
tggccaaccg
ggcgtggtcet
actcgcggceca
gtggctgeag
ggtctggact
tctatecggeg
tcagaattgg

aaagacgcca

<210> 41

888
DNA
Corynebacterium ammoniagenes

<211>
<212>
<213>

<220>
<221>
<222>
<223>

<400> 41

atgcgcccac
gaagtagatg
gcactagagc
ttcgacgcca
gaagaagtat
gttgececegeg
tgcggcatceg
accccagcca

gtgcaggacc

aagatatcgce
atggttctgt
gggatacatc
acccaaagat
aagtccatct
ccggtgagga
acgccgegtg
aagaaatgac
ttgaaccagc
ctgcgcaccg
tcaaggtgat
caactccttt
ctttgetgte
gcgctaagaa
ttgaacgcat

atcttcgege

gene
(1)..(888)
purC

agctttectga
acaacacttt
cagccatccc
tcgatttcce
tgggccgage
gttacctcac
agctgccaga
ccaaggcaga

ttggccaaga

EP 3 219 789 A1

ggttaatgaa
gacctcccaa
cacgcttgece
gccaatgggce
ctacggcaag
cgtagaggca
gtctgataac
tgcaccgeta
agctgaggtt
cacgccggaa
tgttgecttgt
gccagttatt
tatcgtgcag
tgctggettg
ggccgattac

caagctcatg

ttatcagcac
gctcatggtg
cgataaaggc
gaaccatttg
gatcatcgtt
cggttecegge
aggcttggtt
gcagggcgac

gcgegeagag

ctggcaatge
tttgagcagce
ccagtcaccg
gagcgtgccecce
gggcatcgcec
acccegtegeg
tggtcegceta
gttgggctca
ctcgccgaat
aagatgctgg
gccggtgggg
ggtattccac
atgccagcetg
ctcgecatcece
caagaaaata

ggggactag

gtatcctceeg
gtcaccgacc
cgggttctta
gcaggaccca
aagaagctca
ttgaaggaat
gaggcgtcge
cacgatgaaa

cagcttegeg

23

gcccgcacaa
acctgcgege
tgatggccaa
gagaagtggc
caggccgtaa
atgctcgett
aatagcaaga
tcatgggcectce
tcggtgttce
attacgccaa
cagcgcacct
gtgccttgaa
gggttceggt
gtaccectggg

tggccaagga

gcaaagtccg
gcatctccge
ccgcaaccac
tcgatgatgce
acatgctgece
acaacgctaa
gtctgecaga
acgtcagcett

atgaaaccct

taccggccac
ggtgatggat
cgtcttagge
gcgecegette
gattggccac
ggctgeggat
tgtatcaaga
tgattctgat
ttttgaggtg
gcaagcccac
accaggcatg
agatttggaa
tgcgaccgtg
cgtgcagtac

agttgagcaa

cgatatctac
ctatgacttc
catgttcttc
gcggattcca
ctttgagtgce
cggcaccgtg
gccaatttte
cgagecgegtg

gcgecatctac

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1779

60

120

180

240

300

360

420

480

540
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tecegeegeeg
ttcggeettg
tcceggtact
cagtacgtgc
cagccgccag

tatgagcget

<210> 42

ccaagattge
attccgaagg
ggccagcaga
gcaactggtt
tgcttcecga

tgtcecggecaa

<211> 1551

<212> DNA

<213>

<220>

<221> gene

<222> (1) ..(1551)
<223> purH

<400> 42

atgagtgatg
ctcgaagagce
accgccgeca
ttcccagagt
ttggctgata
ttccagttgg
ttcgatggtt
aagaaccacc
gctgtegete
aagcacacgg
gactctgttg
cagcaggctt
ggtaaggaaa
gatcatgaac
tctgatgagt
ttcggtggeg
gacatcttca
cagggcaaga

aaagaaatct

accgcaagca
tcgctegeac
agattgctga
gcctcgaagg
cccgcaagcec
tcgtggttaa
gcgtcgagca
catcggtgge
agggcggatt
cagattatga
cctetgetga
ccatcgttcg
tgagctacaa
gtccatgtgt
ccatcgcage
ttattgcggt
ccgaggtcat

agaatattcg

ctggtggcceg

EP 3 219 789 A1

cgaagaaaag
caatctggtc
cacctacgcg
gacctcggag
tgacatcgtce

gcgtttecate

gatcaagcgt
gcttgacage
tettggtatt
ccgegttaag
ggatcacctt
cctgtaccca
gattgatatc
ggttgttgta
cgatctggeg
tgttgcagtt
gcttgaagge
tgaaggcacg
caactaccag
agcaattatt
agcacacgca
caaccgcgaa
catcgcacceg
catccttgtt

tctgctgeag

ggcatcatct
ttgggcgatg
gaaggcattg
gaatccggcet
gccgccaccece

gacttcattg

Corynebacterium ammoniagenes

gcactaatta
gcaggcgtag
aacgtcactce
accttgecacce
aatcagctgg
tttaaagaga
ggcggtccat
gacccagcgce
cagcgtegte
tctggetggt
gacgcgetge
accggtgttg
gacgcggatg
aagcacgcta
gcggcacacg
gtcaccaagg
tcctacgaag
gctgagcatg

gaagcagacg

24

tggctgatac
aagtacttac
tgcagcccag
gggatgtgga
gcetgegeta

gcggttaa

gcgtttatga
agattgtgtc
cggttgaatc
cacgcgtgea
aagagcttga
ctgtagcttc
ccatggtccg
gttacggcga
agctggecge
ttgcccagea
gttatggtga
ctaatgcgaa
ccgcatggcg
acccttgegg
cctgtgaccce
aaatggcaac
atggagcegt
aagtaccagce

tttaccaggc

gaagtttgaa
gcctgattcece
ctttgacaag
gtcggaaacc

catcgaggcet

caagacaggg
caccggctcce
tctcaccgga
tgcgggeatt
gattgagcca
tggcgcagac
tgctgectgee
catcgctgag
gactgegttt
gcttgeegat
gaaccctcac
gcagctgcac
cgcggettgg
tatcgetgtt
aatgtcecget
ccaggttgcet
cgagattttg
agtagaggtc

tgagggcgat

600

660

720

780

840

888

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140
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aaggcttcga
ctggaattcg
gaaggtgcaa
gctgttgacce
gcatcggatg
tcegeegttg

gcagccggta

<210> 43

1020
DNA
Corynebacterium ammoniagenes

<211>
<212>
<213>

<400> 43

atgaccggca
ccagagttgg
cgtgactttg
tgectttgttt
atgattgatg
ccatatgctce
gctgacctge
cagatccagg
gagtacatcc
cgcgtcaagg
cacaagtctc
attgagggca
ggcgeggtcee
ggcgttttet
accaccgaca
gcgecgetgt

ttcgagtccg

Claims

1.

gttggacttt
cttggegege
ccgttggegt
gcgcgaatac
cgttcttece
tccagccegg

tcaccatgta

agatttctga
gtgaggctgt
cgaatggcga
tgcagtccca
cgctcaageg
gccaggacaa
tggctaccge
gtttcttecga
agtccaagta
ttgcagaaaa
gctccaacac
aggactgcat
gcgtactgeg
ctgacccege
ccttgecteca
tggcacgtac

cgtagaaaaa

EP 3 219 789 A1

ggctgccgge
agtacgctcg
gggtatgggce
tttggctgat
attcgccgat
cggctccatce

cttcactgge

tagccgcaag
tgccaaggaa
aatcttcatt
cacccagccg
tggttccget
gaagcacctc
aggtgctgac
cggccctgte
ctccatcgac
gtgggcgcat
tgaagcgaat
cttgctcgat
tgaagctggce
acgcgagcgt
gtccaccgag
gattcatgag

tctgagagat

gaagctgcat
gtaaagtcca
caggtcaacc
tccgecagage
ggcttgcagg
cgcgatgaag

acccgccact

aatatgatgc
ttgggcactg
cgcttcgaag
ttgaacaagt
aagcgcatca
ggtcgcgage
cgcattgtgt
gatcacatgc
aacattgttg
gagcttggeg
aaaaccgtgt
gacatgattg
gcacgttccg
ctgtctgagt
ggctgggaca
atcttcgaaa

ttttctacag

25

ccgaggaaaa
acgccatctt
gcgttgatte
gtgctcgegg
tgcttatcga
aagttattgc

tcgecgcacta

tgttttecegg
acttggttcce
agtccgtteg
ggctcatgga
cggccatctt
ctatttcecge
cggtggactt
acgccatgcce
tggtctcecce
atgccccact
ccaaccgcegt
ataccggecgg
tcgttatege
gcggtgectga
acctcaccgt
atggttcggt

gataagacca

gctcgcggag
gttggcgcat
ggcgaagttg
ttcegtegea
tgceggegtt
tgcecgetgaa

a

gcgcgeccac
taccaccgcecce
tggtgcagat
gcagctcatc
gccgttctac
tcgectagtg
gcacaccgac
gattttgacc
agatgcaggc
ggcattcgtt
ggtcggtgat
caccatcgct
atgtacccac
ggaagttatc
gctgtcgatc
aaccaccctc

aataggaccg

1200

1260

1320

1380

1440

1500

1551

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1020

A microorganism belonging to the genus Corynebacterium producing 5’-inosinic acid, in which the expression level
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of genes encoding purine biosynthesis consisting of a prs gene encoding ribosephosphate pyrophosphokinase, a
purN gene encoding phosphoribosylglycinamide formyltransferase, a purS gene encoding phosphoribosylformylg-
lycinamidin synthetase, a purL gene encoding phosphoribosylformylglycinamidin synthetase Il, a purKE gene en-
coding phosphoribosylaminoimidazole carboxylase, a purC gene encoding phosphoribosyl aminoimidazole succi-
nocarboxamide synthetase, and a purH gene encoding inosinic acid cyclohydrolase is increased higher than the
intrinsic expression level of said genes by an increase of the copy number of said genes or by an increase of the
transcription or translation efficiency of said genes.

The microorganism according to claim 1, wherein the expression level of a purF gene encoding phosphoribosylpy-
rophosphate amidotransferase and a purM gene encoding phosphoribosylaminoimidazole synthetase is further
increased higher than the intrinsic expression level of said genes by an increase of the copy number of said genes
or by an increase of the transcription or translation efficiency of said genes.

The microorganism according to claim 1 or 2, wherein the purF gene is represented by SEQ ID NO. 35, the purN
gene is represented by SEQ ID NO. 36, the purS gene is represented by SEQ ID NO. 37, the purL gene is represented
by SEQ ID NO. 38, the purM gene is represented by SEQ ID NO. 39, the purKE gene is represented by SEQ ID
NO. 40, the purC is represented by SEQ ID NO. 41, the purH gene is represented by SEQ ID NO. 42, and the prs
gene is represented by SEQ ID NO. 43.

The microorganism according to any one of claims 1 to 3, wherein the microorganism is Corynebacterium ammo-
niagenes.

A method for producing 5’-inosinic acid, comprising culturing the microorganism of any one of claims 1 to 4 in a
culture medium, and recovering 5-inosinic acid from the culture medium.
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[FIG. 2]
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[FIG. 3]
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[FIG. 4]

KMR (Th903)

h pl5A origin

30




[FIG. 5]
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[FIG. 6]
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[FIG. 7]
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